High level expression of the deleted and mutated urokinase-scFv fusion gene in Escherichia coli.
The fusion gene of a specific anti-human fibrinogen D-dimer scFv and low molecular weight single chain urokinase (scu-PA-32K) was restricted, spliced, and digested with exonuclease Bal31 to obtain a series of deletion mutants. Study of their expressions in E.coli revealed that the key sequence which reduced its expression level resided in the fragment from 841 to 851 bp, in which a tandem of AGG codons (encoding arginine, rarely used in E.coli) existed. By means of PCR mediated site-directed mutagenesis, we altered these two AGG codons to CGT codons, which could be more efficiently translated in E.coli, and the expression level turned out to be about 30% of the total bacterial proteins while that of the natural gene was only 2%-3%.